Total RNA from logarithmically growing cultures was extracted using a hot acid phenol extraction protocol as previously described (Sherman, 1991). The extracted RNA was then isolated a second time using RNeasy mini kits (Qiagen, Valencia, CA) followed by DNase treatment with the Turbo DNAfree kit (Ambion, Austin, TX). 1.5-µg amount of DNase I-treated RNA was subjected to cDNA synthesis, using 0.1 µM strand-specific primers. Primer sequences are available upon request. Next, the DNA product was amplified by standard real-time PCR using appropriate primers, SYBR green and the Bio-Rad Q5 system.
Southern Blotting
Preparation of DNA for Southern blotting was basically done as described by Keogh Lab Protocols (https://sites.google.com/site/mckeogh2/protocols). In essence, cells from overnight cultures (5 ml) were collected by centrifugation and washed once with H 2 O. Pellets were resuspended in 200 l breaking buffer whereafter an equal volume of glass beads and 200 l phenol:chloroform:isoamyl alccohol (25:24:1, v/v) was added. The mixture was vortexed for 3 min (1 min at full speed and then put on ice for 1 min). 200 l of TE (pH 8) was added after which tubes were vortexed and centrifuged at full speed for 10 min at 4°C. The aqueous layer was then transferred to a new tube containing 1 ml of absolute ethanol, mixed and centrifuged at full speed for 10 min at RT. The pellet was resuspended in 400 l TE (pH 8) and 4 l RNAse A (10 mg/ml) was added. After 5 min of incubation at 37°C 10 l of NH4OAc (4 M) and 1 ml of ethanol was added. The solution was mixed and put on ice for 10 min. The precipitated DNA was collected by centrifugation (full speed at RT for 10 min) and washed once with 70 % ethanol (-20°C) . After the subsequent centrifugation pellets were dried at 50°C for 5 minutes and resuspended in 100 l TE (pH 8). 5 g of genomic DNA was digested overnight with EcoRI and separated by gel electrophoresis (0.7% or 1% agarose containing ethidium bromide for visualization, 12cmX24cm gel at 27 V for 16 hours). Gels were treated as follows: 10 min in HCl 0.2 M (depurination), 5 min in H2O, 20 min in buffer II (1.5 M NaCl, 0.5 M NaOH), 2x 5 min in H2O, 20 min in buffer III (0.5 M Tris-HCl pH7.4, 1.5 M NaCl), 2x 5 min in H2O and 20 min in 20x SSC (3 M NaCl, 300 mM Na-Citrate, pH 7) before capillary blotting overnight. For the sonicated ChIP samples the depurination step was omitted. After crosslinking of DNA (CL-1000 Ultraviolet Crosslinker [UVP]) membranes were hybridized with a 32 P-labeled dsDNA probe (Prime-it kit II, Agilent Technologies) specific to rDNA (generated using primers 5'-AGGGCTTTCACAAAGCTTCC-3' and 5'-GCCACCATCCATTTGTCTTT-3' with genomic DNA as a template). Visualization of membranes was done using a FLA-7000 phosphoimager (FujiFilm) or traditional film. As loading control a probe specific for HSP82 was used (primer sequences are available upon request). Figure legends 
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